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Probing dimerization of NF-xB
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Figure S1. Expression and function of mEGFP-RelA protein. (A) Pools of mEGFP-RelA stably-
transfected cells were treated with TNFa (10 ng/mL), or mock treated, respectively. Confocal microscopy
was performed to image the expression and fluorescence of mEGFP-RelA, as well as its nuclear
translocation following TNFa treatment. Image intensity scale was adjusted for optimal viewing. (B) The
stably-transfected cells (without TNFa treatment) were lysed and immunoblotted using polyclonal
antibodies to RelA to detect endogenous RelA and mEGFP-RelA proteins, as indicated in Methods.

Experiments were repeated at least twice.
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Figure S2. Androgen receptor (AR) and progesterone receptor (PR) form higher-order oligomers.
(A) Representative confocal micrographs of nuclei in 3T3 fibroblasts transiently-expressing monomer
control, mEGFP-AR or mEGFP-PR. Also indicated are different treatment conditions: 100 nM
dihydrotestosterone (DHT) or 100 nM progesterone (Prog). The control image is the same as those in
Figures 2B and 4A. Image intensity scale was adjusted for optimal viewing. Scale bar: 5 pm. (B) AR and
PR brightness (¢) values in fibroblasts (A) under different conditions. Control samples are the same as
those in Figures 2C and 4B. Data was obtained from at least two independent experiments performed on
different days. Whiskers are drawn down to the 10th percentile and up to the 90™. Number of nuclei and
median values of each sample are presented below each boxplot.



LPS - + + 2 - -

WFA 1 uM - o + - + -
TSA 330 nM . g 0 + i *
65 kDa
=1
O
=
25 kDa
5 65kDa
2
=
Q
w 100 kDa
@
>
55 kDa

Figure S3. Immunoprecipitation and immunoblotting of RelA/p50 heterodimers. Co-IP of RelA and
pl05/p50 from 3T3 fibroblasts under indicated treatment conditions; LPS (100 ng/mL). Protein
immunoprecipitated with anti-RelA antibody was probed for RelA and p105/p50 to determine changes to
RelA dimer abundances under various conditions. Input consisted of whole cell lysates probed with anti-
RelA and anti-RhoGDI antibodies, as indicated.
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Figure S4. Detection of mEGFP-RelA homodimers in non-transfected primary fibroblasts. (A)
Representative confocal micrographs of nuclei from MAFs obtained from mEGFP-RelA KI mice under
different treatment conditions. Image intensity scale was adjusted for optimal viewing. Scale bar: 5 pum.
(B) Quantification of nuclear mEGFP-RelA brightness (¢) values in MAFs treated with 10 ng/ml TNFa
or 100 ng/mL LPS, relative to the monomer control. Monomer control samples are the same as those in
Figure 3B (transfected WT control cells). Data was obtained from fibroblasts derived from at least four
mice; ligand treatments were performed on separate days. Whiskers indicate the minimum and the
maximum. Number of analyzed nuclei and median values of each sample are presented below each
boxplot.



Forward mEGFP ATATATGAATTCGCCACCATGGTGAGCAAGGGCGAGGA
Reverse mEGFP ATATATTGTACAGCTCGTCCATGCCGA

Forward RelA ATATATTGTACAAGATGGACGATCTGTTTCCCCT

Reverse RelA ATATATGATATCTTAGGAGCTGATCTGACTC

Table S1. Primers to generate the expression plasmid containing the mEGFP-RelA coding sequence.
A leader sequence begins each primer. RE sites are underlined. The Kozak sequence is in bold. The start
and stop codons are in italics.



